09/830647 



1/20 



□ 
SI 



12 3 4 

Immunoprecipita te 



6 

Extract 



Interacting Molecule 
(myc-tagged) 
huCdc7 + 



H1 H18 H37 H1 H18 



H37 

+ 



Blot: a-myc 



Blot: a-huCdc7 



Blot: a-huCdc7 




a-huCdc7 IP 



a-huCdc7 IP 



H37 



H1 



H18 



huCdc7 



huCdc7 



a-myc IP 



09/830647 




2/20 

Fig.2 



IP 



a-huCdc7 a -H37Cpep . p 

(kDa) BlQi (kDa) Ctrec (kDa) — 

C N Cpep myc Peptide + - + #1 4A8 C N Cpe p 




1 2 3 4 5 6 7 8 9 10 11 12 13 



3/20 



09/830647 



Fig:. 3 



12345 6789 10 



myc-H37 
huCdc7 



+ + - - 

WT KN WT KN 



+ + + " - 

- WT KN WT KN ( kDa ) 



GST-huMCM3*- 
myc-H37 [ 

huCdc7^ 




v 



i 



H 



-107 



76 



hS2 



a-huCdc7 IP 



a-myc IP 



09/830647 



4/20 
Fig:. 4 



€3 

m 

S 5 5 
□ 

3 

Q 
Nl 

5 . i 

n 



Coexpressed 
with myc-H37 



blot 



a-myc 



a-huCdc7 



Immunoprecipitation 



1 


2 


3 


4 






h- 




o 


o 


o 


u 




~o 


T3 




O 


O 


O 


O 


ZJ 


r3 


Z) 


n 


SZ 




JZ 


_cz 




(kDa) 
105 



— 82 




o 

"D 

o 

3 
i 



O 

E 



09/830647 



5/20 

Fig.5 



1 10 20 30 40 50 60 

MMgrrAMPTRSKGHFOGGinVKNKy^P^T.KCiT.KTnNRPEKSKCKPLWGKVFYLDLPSVTI 

Dbf4 motif-N 

61 70 80 90 100 110 120 

£ EKLOKDI KD LGGRVEEFLSKDI SYIil SNKKEAKF AQTLGRI SP VPSPES AYTAETTS PH 

121 • 130 140 150 160 170 180 

PSHDGSSFKSPDTVCLSRGKLLVEKAIKDHDFIPSNSILSNALSWGVKILHIDDIRYYIE 

181 190 200 210 220 230 240 

QKKKELYLLKKSSTSVRDGGKRVGSGAQKTRTGRLKK^ 

241 250 260 270 280 290 300 

FINYSIQKPCSPFDVDKPSSMQ KQTQVKLRIOTDGDKYGGTSIQLQLKEKKKKGYCECCL 

Dbf4 motif-C 

301 310 320 330 340 350 360 

QKYEDLETHIiIiSEQHRNFAQSNQ YQWDDIVSKLVFDFVEYEKDTPKKKRIKYSVGSLSP 

361 370 380 390 400 410 420 

VSASVLKKTEQKEKVELQHISQKDCQEDDTTVKEQNFIiYKETQETEKKLLFISEPIPHPS 

421 430 440 450 460 470 480 

NELRGLNEKMSNKCSMLSTAEDDIRQNFTQLPLHKNKQECILDISEHTLSENDLEELRVD 

481 490 500 510 520 530 540 

HYKCNIQASVHVSDFSTDNSGSQPKQKSDTVLFPAKDLKEKDLHSIFTHDSGLITINSSQ 

541 550 560 570 580 590 600 

EHLTVQAKAPFHTPPEEPNECDFKNMDSLPSGKIHRKVKIILGRNRKENLEPNAEFDKRT 

601 610 620 630 640 650 660 

EFITQEENRICSSPVQSLLDLFQTSEEKSEFLGFTSYTEKSGICNVLDIWEEENSDNLLT 

661 670 674 

AFFSSPSTSTFTGF* 



09/830647 



6/20 



Cdc7 interaction 



DBF4 



695 aa 



H37 




Dbf4 motif-N 



Dbf4 motif-C 



674 aa 



huCdc7 interaction 
^ — : kinase activation 



Dbf4 motif-N 



H37 3Z:H5lt^dISSd!fflyffl\JH LI§H 91 

mu-H37 JlkClffitfl^^O^ 

0m-H37 : TPPKVKVlRffl-ffllCHFk ll'ni ICDHQLAKRIE^fflBAflEfflHLBFfflGcfflTl^OTdSP 



*** *** 



huDbf4N gzlBiFgBB 98 
muDbf4N EIJvHSj 
DmDbf4N [JviGGTS 



Dbf4 motif-C 

H37 263 :Bo-|gVKLRIOTDGDKYGffiTni 01 KF^Kk^CTcflLdandnTiniLrodaR^Q^ 322 

mu-H37 :BQABPKLRINMDGOKC-qjPVQLQLKEKRKK fflHc iLdgnMHrffffiaM^h^Sffl 

Dm-H37 : PSl^LKKQSAIPNSPRSNCREPIDSSr^QC JJfll lKL^lljN]2||^c5ELJg<NS 

Dbf4 619:gKSTSTNVTLHFNA0TAdlAOPVKKET^ 677 



09/830647 



7/20 

Fig.7 



GAL4-AD 




DBF4 motif-C 



09/830647 



8/20 
Fig:. 8 




09/830647 



9/20 



myc-H37 
huCdc7 



a-myc Blot 



huCdc7 Blot 



AP1 AB FL AN2 AN3 



+ - + 



a-huCdc7 
IP 



-huCdc7 Blot 



09/830647 



10/20 



Fig.lO 



0) 

o 
o 




09/830647 



11/20 
Fig:- 11 



T==? 

o 




4 4 4 4 



2C 4C 



09/830647 



12/20 

Fig.12 



hr after release 

0 6 12 16 20 24 28 32. 

H37 ***mmmm 




hr after release 



09/830647 



13/20 




H37 



14/20 



Fig.14 



#1 #2 #3 #4 #5 #6 #7 #8 



Cyclin E 
G3PDH 



relative 

H37 
mRNA 




#1 #2 #3 #4 #5 #6 #7 #8 
Fraction 



5 r 



relative 
Cyclin E 
mRNA 2 



#1 #2 #3 #4 #5 #6 #7 #8 
Fraction 



09/830647 



15/20 

Fig.15 



1 (G2/M) 



2(6h) 



3 (12h) 



4(18h) 




16/20 



Fig.16 



H37 
Cyclin E # 
G3PDH « 



relative 

H37 mRNA 
2 



12 3 4 




Cell Cycle Position 

relative 
Cyclin E mRNA 

4 



1 2 3 

Cell Cycle Position 



09/830647 



1.7/20 
Fig:. 17 



m 

SI 

□ 



3 3 



Ms 









09/830647 



18/20 

Fig-18 



%BrdU-Positive 
Cells 



100 




19 20 21 22 
Hours After Release 



24 



Microinjection 



09/830647 




20/20 

Fig.20 



09/830647 



Microinjection with 
-H37 a-H37+pep 



